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Dear Sir: 



I, Nicole Strcincr, declare as follows: 



1 . 1 am a Research Associate 111 at Cyiene Pharmaceutical lnc, y the owner of the 
present application. I earned a B.S. in molecular biology from University of Applied Sciences in 
Mannheim, Germany in 2002, and I have performed molecular biology research for four (4) years. 



2. I and another colleague tested three compounds disclosed in the above-identified 
patent application for biological activity in cell proliferation assays. These assays are described 
generally in the specification at paragraph 59, page 18. We utilized a cell proliferation assay that 
monitored the reducing potential of metabolically active proliferating cells. Proliferating cells 
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reduce the dye Alamar Blue into a fluorescent product. Non- proliferating cells, such as dying cells, 
do not reduce the dye into the fluorescent product. Thus, each compound having anti-proliferation 
activity was identified by detecting a reduced fluorescent signal as compared to cells not treated 
with the compound. 

3. A teprcsentativfe cell-proliferation assay protocol nsing Alamar Blue dye (stored at 
4°G, use 20ul per well) is described below. 

96-weTT plate setup and compound treatment 

a. Split and trypsinke cells. 

b. Count cells using henaocyton^ter. 

c. Plate 4,000-5,000 cells per well in 100 [il of medium and seed into a 96- well plate 
according to the following plate layout. Add cell culture medium only to wells B10 
to HI 2. Wells 81 to H9 have cells but no compound added 
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d. Add 100 /d of 2X drug dilution to each well in a concentration shown in the plate 
layout above. At the same time, add 100 fil of media into the control wells (wells 

B 10 to B 12). Total volume is 200 fxl /well 

e. Incubate four (4) days at 37°C, 5% CO2 in a humidified incubator. 

f. Add 20{tl Alamar Blue reagent to each well. 

g. Incubate for four (4) hours at 3TC, 5% CO2 in a humidified incubator. 

h. Record fluorescence at an excitation wavelength of 544nm and emission 
wavelength of 590nm using a microplate reader. 
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4. In the assays, cells were cultured with a testroitipouftd for approximately four days, 
the dye then was added to the cells and fluorescence of non-reduced dye was detected after 
approximately four hoars. Different types Of ceils were utilized in the assays. Pancreatic dancer 
cells (i.e., MiaPaca), colorectal cancer cells (ie., HCT-1 16) and cervical cancer cells (Le., HeLa) 
were treated in the assays with the compounds and effects on cell proliferation were observed. 

5. The structure of each compound, the type of cancer cells treated, and the 
concentration of each compound that reduced the amount of fluorescent dye by half (IC50 
concentration in rmcrornokBr units) is depicted in the following table. As the data indicate, the 
compounds reduced proliferation of pancreatic, cervical and colorectal cancer cells. 



Compound 


Cell Type 


ICso(MM) 




Pancreatic cancer 
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Colorectal cancer 
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6. 1 declare that all statements made herein of my own knowledge are true and that ail 
statements made on information and belief are believed to be true; and further, that these statements 
are made with the knowledge that willful, false statements and the like so made are punishable by 
fine or imprisonment or both, under Section 1001 of Title 18 of the United States Code and that 
such willtul ialse statements may jeopardize the validity of the application or any patent issued 
thereon. 
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